EO/US tt 
PCT/JPOO/06255 

PATENT COOPERATION TREiTV 



From the INTERNATIONAL BUREAU 



PCT 

NOTIFICATION OF ELECTION 
(PCT Rule 61.2) 


To: 

Commissioner 

US Department of Commerce 
uniieu oiaies r^aienx anu i raucrnoiK 
Office, PCT r 
201 1 South Clark Place Room 
CP2/5C24 

Arlington, VA 22202 
ETATS-UNIS D'AMERIQUE 

in its capacity as elected Office 


Date of mailing: 

22 March 2001 (22.03.01) 




International application No.: 

PCT/JPOO/06255 


Applicant's or agenfs file reference: 
PCTF0008-0 


International filing date: 

13 September 2000 (13.09.00) 


Priority date: 

1 3 September 1 999 (1 3.09.99) 


Applicant: 

KIDO, Hiroshi et ai 



1. The designated Office is hereby notified of its election made: 

fx] in the demand filed with the International preliminary Examining Authority on: 

29 January 2001 (29.01.01) 



|~| in a notice effecting later election filed with the International Bureau on: 



2. The election | X| 

□ 



was 



was not 



made before the expiration of 19 months from the priority date or, where Rule 32 applies, within the time limit under 
Rule 32.2(b). 



The Intemational Bureau of WIPO 
34« chemin des Colombettes 
1211 Geneva 20. Switzerland 



Facsimile No.: (41-22)740.14.35 



Authorized officer: 

J. Zahra 

Telephone No.: (41-22)338.83.38 



Form PCT/IBy331 (July 1992) 



3896314 



PATENT COOPERATION TREATY 

PCT 

INTERNATIONAL PRELIMINARY EXAMINATION REPORT 
(PCT Article 36 and Rule 70) 



Applicant's or agent's file reference 
PCTF0008-0 


SeeNotificationofTransmittaloflntemational Preliminary 
FOR FURTHER ACTION Examination Report (Form PCT/IPEA/4 1 6) 


International application No. 

PCT/JPOO/06255 


International filing date {day/month/year) 
13 September 2000 (13.09.00) 


Priority date (day/montfi/year) 

13 September 1999 (13.09.99) 


International Patent Classification (IPC) or national classification and IPC 
GO IN 33/569 


Applicant 


KIDO, Hiroshi 





1 . This international preliminary examination report has been prepared by this International Preliminary Examining Authority 
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INTERNATIONAL PRELIMINARY EXAMINATION REPORT 



International application No. 

PCT/JPOO/06255 



I. Basis of the report 



□ 



1, With regard to the elements of the international application:* 
the international application as originally filed 

the description: 

pages 

pages 

pages 

I I the claims: 

pages 

pages 

pages 

pages 



, as originally filed 



, filed with the demand 



, filed with the letter of 



, as originally filed 

, as amended (together with any statement under Article 1 9 

, filed with the demand 



^, filed with the letter of 



I I the drawings: 
pages 

pages 

pages 



, as originally filed 



, filed with the demand 



filed with the letter of 



I I the sequence listing part of the description: 

pages 

pages 



, as originally filed 

_ , filed with the demand 



..filed with the letter of 



2. With regard to the language, all the elements marked above were available or furnished to this Authority in the language in which 
the international application was filed, unless otherwise indicated under this item. 

These elements were available or furnished to this Authority in the following language . which is: 

I I the language of a translation fijmished for the purposes of international search (under Rule 23. 1(b)). 
I I the language of publication of the international application (under Rule 48.3(b)). 

I I the language of the translation furnished for the purposes of international preliminary examination (under Rule 55.2 and/ 
or 55.3). 

3. With regard to any nucleotide and/or amino acid sequence disclosed in the intemational application, the international 

preliminary examination was carried out on the basis of the sequence listing: 

I I contained in the intemational application in written form. 

I I filed together with the intemational application in computer readable form. 

I I furnished subsequently to this Authority in written form. 

I I furnished subsequently to this Authorit>' in computer readable form. 

I I The statement that the subsequently furnished written sequence listing does not go beyond the disclosure in the 

intemational application as filed has been furnished. 
I I The statement that the information recorded in computer readable form is identical to the written sequence listing has 

been furnished. 

4. I I The amendments have resulted in the cancellation of: 

I I the description, pages 

I I the claims, Nos. 

I I the drawings, sheets/fig 



I — I This report has been established as if (some of) the amendments had not been made, since they have been considered to go 
' — ' beyond the disclosure as filed, as indicated in the Supplemental Box (Rule 70.2(c)).** 

* Replacement sheets which have been furnished to the receiving Office in response to an invitation under Article 14 are referred to 
in this report as "originally filed" and are not annexed to this report since they do not contain amendments (Rule 70 J 6 
and 70.17). 

**Any replacement sheet containing such amendments must be referred to under item J and annexed to this report. 
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V. Reasoned statement under Article 35(2) with regard to novelty, inventive step or industrial applicability; 
citations and explanations supporting such statement 


1. Statement 

Novelty (N) 


Claims 


1-5 


YES 




Claims 




NO 


Inventive step (IS) 


Claims 


1-5 


■\/irc 




Claims 




NO 


Industrial applicability (lA) 


Claims 


1-5 


YES 




Claims 




NO 











2. Citations and explanations 

Document 1 : "Enzymic properties of the neo-pIasmin-Val-442 (miniplasmin)" (Ulia Christensen et al.), 
Biochimica et Biophysica Acta, (1979) 567, pages 472-481 

Document 2: "Cellular protease and protease inhibitor to control infection of influenza virus and sendai 
virus" (Kido, Hiroshi et al.), Kagaku Ryoho no Ryoiki, (1999), Vol. 15, No. 2, pages 42-51 

Claims 1-5 

Although documents 1 and 2 describe respectively the properties of miniplasmin and an 
infection mechanism of influenza virus and the like, neither of the documents describes a method of 
searching for a substance working on influenza virus by using miniplasmin as a probe. 
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AZ. BY, KG, KZ, MD, RU. TJ, TM), 3 — □ 
(AT, BE, CH, CY, DE. DK, ES. FI, FR, GB, GR, IE. IT, 
LU, MC, NL. PT, SE), OAPl *#it (BF, BJ, CF. CG. CI, 
CM. GA, GN, GW. ML, MR. NE, SN, TD, TG). 

— mmmMi^9 



(54) Tttle: METHOD OF SEARCHING FOR SUBSTANCE HAVING ANTI-INFLUENZA VIRUS EFFECT 
^ (54)f6ia(D«l*: fit-f >:7JH>-9''t7-1'JUXf^ffl$*rfl>«SHa)«5fe^^ 

^= (57) Abstract: A method whereby problems encountered in the conventional art can be solved and a substance having an anti- 
influenza virus effect can be efficiently searched on the basis of a mechanism differing fi"om the existing ones. This method of 
searching for a substance having an anti-influenza virus effect is characterized by using miniplasmin as a probe. 

^ (57) Sl^: 



9 jwxf^ffl ^mr^mn<Di^m'^m. 




* 



I 



wo 01/20332 




PCT/JPOO/06255 



m m m 



5 mm^m 

m 1 <7)'7^5^>^tii-f >:7;ux>-tf'>'f;i/Xf^ffl^W-r^4^Ki:LTP8^-r^ 

-r > :7 ;i/ X > -tf '^7 o n]K«ss ^ M tj^'SiM tiyxmm^n^^Lti)^ 

>:^)V':fuytf—^m^>y)i^:ii>'*f'y^)vxi^m^^T^'^wtVTis^mLm 

^$nTVi§T-7>^ v>7&^}^m$nTVi^7&^\ MimB^zfuy^-r^ti^o z, 

1 
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5 ^'B'r\^^m^'^^^'mmz\tfs.\^^. 

yy)Vjiy^^'i)ixiz^'t^mmmm(Dm±(DU±zf^'-'c$>^y 

10 mAi5^ifmmmmzm-^<%(D-v^^. 



^ijiMtitmu^i¥m\zm-:^<m-( yy)Vj^y-*f^^)i7.i^m^m-r^!^n(D^m 

c:(7)j;-5 75:^^?5ilT{c^oT, :^mMm^it. ^zL'/^xs.yh-fyyji^jLy-^f 

j\^7.:sLZ^±:yy^ )i^xt(Dmm\zmt^m^^m,Mm^mi2^^x\ <^ 
-i >7;i/x>if':7-r;px^-tr>^-r '^-r;^7.;&tA^{c:i5UT^(D^^:^y^^»-r 
25 y(D^ yyjvjLy^ry-()ixmmmm^m.±-r^mn. t3^o^-y^;^^> 
s$#isi^^mL, "tn^mm^utLTmrnit-r^^iti!}^. m^yyjuiyif^ 
^jvxi^m^^r^m<Dmm\z^^j}x^^zii^M.mLrzo 

2 
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it^ yyji^jLy^^'ijiT.^mmtvT^mmmmtRjt^-^it. Kft^mo^mm^y 

}IX^^<DWBM (Mardin Darby canine kidney, ^UDCKIMMl ti^ 

10 ^mr^mm(Dmm:^mzm-r^h(D-v$>^o 

15 )V7.\zn\.. ^(D^z:.-:fy7.^yifimM.<Dmu^<Dmim^'^ms.mtym^^ 

$e>{ii¥L<«, :;^©af:)Tc&'5. ^mm^^\t. t ncds^js^s^s^i^cox^t. 

- o#l!ilc: fi^feT -5 X ^ 7. -if jc J: o Tft e> s xy ^ X a >3&5, 

25 m^<Dm.mzm.±u.m^^\^xu^z.h^^m\^tzo 

^AT^JW^x> (HA) 7j>>'^ATy;U^X> lii-yiLX-y h (HA.) ii^h>7 

3 



wo 01/20332 PCT/JPOO/06255 

^ji'^->2^'fa.->yh (HAj) iz. ±>y^ jix-cit^(D^mmm&m 

=.yh (F.) <i::7a.— >*3 >yn7^<>2it:riL-«y h (f^ {c, ?g±«ij07'D 

^MBn^mMmz^mLxmm^mhmmm<D^mizm^'r^f)^^mMLrzc 
x-(>y )VJLy^^^ )V7.^m\^^fzm^\t. '^(D^mmm.Bmmmwx^^^i^ 

T^)V^-y (HA) <?)^^lC<fctpT^D^^AT^;i'^x>l (HA.) t^L. 
T^;i/^x>2 (HA,) ©tt^^:!.- h7&t^^ETS;5^S*\ ^fc«M{C-fe>^< 
20 r^-TJl'X^ffllifci^^ti. ^cD^M^MeKlulE#: (Fo) (^^^HrlCcto T^D-g, 
(F.) ch (F,) (^tl-yiLX-/ h;&t#ftt-S*^$S;0i€^^-r'5, 

If infect sr^Tfcie), Si^gA^^Kfcfjiia-r yy )VJL>^r^'i )vx^m^^ 

^T^cCVidtT&tSEHJ^n. S^{C^n^(D1tyiLX>;/ h;&?#ffiL7:j:U^^{3«. t 

4 



wo 01/20332 l^j^ /^j^ PCT/JPOO/06255 



(OmPkm (ClUrCell Infecting Unit) ^ffl Vi-5;^}STt)SVic :Sr#:6*J{Ctt. 

Aj:mn^^wjzLrz^:=--f^x^>mmmm<Dmm:^f^xit. mmtLxmm 
<Drctbizmtsi'Drcm.m^^m^^'rz.Lf)^^xi^ti^. t^ox, :^^mxit. mm 



5 
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Substrate Activity (mLZ/mO % * 



Boc-Leu-Thr-Arg-MCA 3.4 io.6 

Boc-Phe-Ser-Arg-MCA 5.0 - 15.4 

Boc-Val-Pro-Arg-MCA 5.0 15.4 

Boc-Gln-Gly-Arg-MCA 8.1 25.0 

Boc-Ala-Gly-Pro-Arg-MCA 2.5 7.7 

Boc-lle-Gln-Gly-Arg-MCA 1.6 .4.8 

* Pro-Phe-Arg-MCA 5.0 15.4 

Bz-Arg-MCA 0.0 0.0 

Boc-Gln-Arg-Arg-MCA 16.1 50.0 

Boc-Gly-Lys-Arg-MCA 3.1 9.6 

Boc-Leu-Arg-Arg-MCA 3.1 9.6 

Boc-Vat-Leu-Lys-MCA 17.7 ^^-^ 



Suc-Leu-Leu-Val-Tyr-MCA 0-° 
Suc-Ala-Ala-Pro-Phe-MCA °° 



♦ Activity as a percentage of that with Boc-Gln-Ala-Arg-MCA 

^5¥:^ISStAX^!g-Cab^Boc-Gln-Ala-Arg-MCAil*ti"Stt^=S: 10 0% 
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Final Relative ^ 

Addition concentration • activity 







% 


None 




100.0 




O PhenylmethyteulfonyJ fluoride 


ImM 


9S.1 


O Diisopropylfluorophosphate 


lOmM 




ImM 


65.6 




lOmM 


3.3 


© Aprottnin 


lOuM 


0.0 


AntHeuko protease 


10U.M 


97.4 


© Leupeptin 




18.6 


Elastatinal 




69.2 


O Benzamidine 




67.6 




ImM 


22.9 


«Q» Kunitz-type soybean trypsin inhibitor 


10mM 


0.0 


Cymostatin 


lOuM 


100.0 


O Bowman-Birlc soybean trypsin inhibitor 


lOwM 


3.7 


a 1 -Antitrypsin 


10/i.M 


100-0 


E-64 




61.5 


Pepstatin A 


IOmM 


64.0 


Phosphoramidon 


lOtfM 


100.0 



* Activity as a percentage of that with Boc-Giu-Lys-Lys-MCA 



^Wm-m \,zn t T:g: t AX^gBoc-OIu-Lys-Lys- 
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f^^^mUZ^-to M7zM4¥^tETT. ^ -y^X ^ >mtl 3 6 - 3 8 k D a (D 
5 at^#-(DMeA*> K^^b, jl7£^J#SETT«2 8 kDaODMa^ 1 2 kDa 

(D2 2^a)MeA*> HtC^ilb^. dO^T&^e.^— y^7.^>«. 2 8kDa(7)M 

Si: 1 2 kDa(Dged^S-Sr^'&bTl^iSC(i:*^W^>*^tC7ij:-ofe. 2 8 kDa 

t 1 2 kD a<DMeA'> H^P VDFm{c:^D«y hVfzm. ^n^'tlN^^?^;*^ 5. 

»tl2 O^SOT^ ymi^-^^X>X(Dfi|#r<£tT?5:o;to ^c^^m, 12kDa(D 
10 ^e/N'>Hli, VVAPPPVVLLPNVETPSEED-<DS2^JSr. 28k 

D a(DMaA'> H«VVGGCVAHPHSWP WD V S L R Y - ©SH^JS:^ 

Lfc, ?:j:43t h(DliiK[^OX^Xi$'— tfT^Sb^S'&t), 12 kDa. 2 8k 

D a<DSeA> Htt^< (DTS /®!iB^J<&^b;^. 
tA±(^C<i:7&^bE12 h(D5 x^^T. S >ti, 12kDage 

15 ttV"':;0^e>$S*'5i:7>J>if;U (Kr i n g 1 e) 5^, 2 8 kD a tiV"'/{>^6$& 

S § ^ ^ o y ^ X ^ > 75: •& <J: e> t!)^ 13 T^c -tp ^ 0 

2. b hSxy^xa >g>feW 

20 i^U >^^;i/ (K r i n g 1 e) 1 ~4<DMi^ (T>^:^X^5^» ^:^< ::<i:75^ 
^^^»«9 4kDa;i^e.38 k D a {Ci^ii>-r^ .h^^tCi^TK'llTl^^'^b < igJp-T^. 

±0NaCl7&^O. 5%hUh>X (^S^ : v-y^ltMO^'J :t^->X^U> 

25 -r-s. 

;^:fe, S-"/^X^>OK r i n g 1 e 5^l^li^c5^ny^X^>«, pH 

9 
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•tfcTJAXSMCDifT, ><DAI»MB oo-Gl u-Lys-Ly 

imm'E'f—y) tmC^-C:f'V$>^G I u (G 1 u) -X-Ar gOfie^JS: 

T^^ — X a(DAXSSB oc-IIe-Gly-Arg -MC A-^, U y\/— 
A^^O 1 ■C)T^^:^7^y->>B(7)AXSKB z -A r g - M C A ICfS^&ci:^^ 

Otlf^J^-O^f l?>:7v©ll${CS3l^'r§Tyn5^-> (Aprotinine) , mmizm 
^ - >;/ -r y V 'Tlf — > h U y >-r > fc t'^S^ - (Kuni t z-type soybean 
trypsin inhibitor) <i:JK'^7T>A'— h U :/v>Ot fcf^— (Bowman-Birk 
trypsin inhibitor) itS.-'y^x^>(Dy°n^7-izmit^^<m.^lytco UtJ^ 

(Anti-leukoprotease:!5iJ^MP I , SLPI) \tfh E ^ --fy X ^ XD^^^m 
mVU^\ h U yi>><7)fg14Sria*T'5^>+i-'^ -:x> (Benzamizine) ^v^-f 
y tr;!/:?;!^^^:?:^^:?^:— h (Diisopropylfluorophosphate) . 
;*^;UX;U:7:i--;i/:7;i^:^-^-r K (phenylmethylsulfonyl fluoride) (T^J^-^ 1 m 

■i';i/X(h-ti>3^<':7-r;Px^^x:/^x^> (i. 5 us) i-^-n-rns t'ct 

10 
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15^. 3 7X:'V6 O^mmr^ZtiZ^K). ^yy)VJL>^^-<)V7.(D^d± 

, t F ,<DD-Zf:i:=. y h iZ^M^tltzo Ui^'t>'$r^ O-i tell LT«MtC 3 
mm^-V^M^M&'t^ZLt\ZXK)±X(DF^^FttFt<D'^-:/ZLZLy hiZ^M-V 

5 tfz. (0 5) . 

(CIU) SP^fc (04) , 4^ 
^^M-f >7;UX>1f A/A ichi/2/68 (H3N2) WiZU^ <Dm&(D 

chi/2/68 (H3N2) ^^T^aibTC I U^^ffiUfCo 

10. 4mU/m iJeA±T:/^ I — tc^U;'^. ^cis C ZlT^bfc ^ x-:/'5X ^ > 
(DmmtAX^mB o c-Glu-Ala-Ar g -MC A^ 1 i^-rBllc; 1 Mmo 
15 l^^m-r^Um^h-oXlun i t LLfto 

20 EIIK, t: h^x:/^:>^^>0)SDS-P AGEi£r^-r^Mi^i!ia>J3£^:^&^ 
f. 

1 : 6^^m-^-:^-* 

2 : t h5x::/'^X^> (0. 2Atg) 

3 : ^i-^ST-:^-* 

25 4 : t h$xy^xa> (0. 2 p, s) 

1. 2mm7t'rx. 4\tm7LT-vm%^wj^n'Dr=.^^ ^^m^^n^it. 
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*'^lrM'^—i]— : rabbit muscle phospholase B (97. 2kDa) , BSA 

(66. 4kDa),ovalnii n (45. OkDa), carbonic anhydrase (29. OkDa), soybean trypsin 

inhibitor (20. IkDa) . lysozyme (14.3kDa) 

-5. 

t h(Dy^7.^y-y> (l-7 9 0JiS) t^-:/^X5> (441-79 

10 03«, 5-:?'^X^>lCckS<>:7;Px>1fA/A i c h 1/2/6 8(?[)H 

1 : [^H] Glucosamine-labeied Influenza virus A/Aichi/2/68 

2 : C^H] Glucosamine-labeied Influenza virus A/Aichi/2/68+mini-plasinin 

(1. 5 jLtg) incubated for 15min. at STt: 
15 3 : [^H] Glucosamine-labeied Sendai virus 

4 : [^H] Glucosamine-labeied Sendai virus + mini-plasmin(l. 5/Ltg) 

incubated for SOmin. at ZTC 



m4},t. tm^m^ >y ji'jL^ifAy A ichi/2/68 (h3N2) (ds 

im^m< >:7;i/X>1fA/Aichi/2/68/(H3N2)^a><rCDig^0^ - >^^X^> 
(•) TiaS-r-S^^ 20mU/ml®^-y^X^>(C«i^J8Sl MMt;J77'05^-> 

(□) ^jpA, 3 7t:Ti s^mmmiyft'^uDCKmmz^^vxi ommm 
25 o^^iBia^^mTtfem (F I TO mmm<>y)\^jL>^fi/huhmmzj:-DX * 

11/1 



10 



15 
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Final concentration 
(MM) 



0 :['Hl^^-fe>i5^'r':X;i'X(7)* 



ImM 
Im'M 
iMM 



[^H]iMM± )VX<D^+mUBM+Anti-lcuko protease 1 UL M 



I^H]^SII"fe>y'f -^-r ;UX<D*.+mSiS^3l+Leupeptin iMM 

[^HJ^ilir > -r SggJ^+Elastatinal 1 W M 

[^H]^^-ll>i5^'f ;UX(0^+Itiai^^+Benzamidine IwM 

8 :pH]^^-t>i5?'-t'':7<;U7.<D^?^+)WSaS^m+Knit2e-type ItiM 

soybean trypsin inhibitor 

9 : [^H]^MiZ>y^ ;i/7> (D^+ISiSiS^^+O-phenanthlorin 1 U M 

10 :[^H]^^-fe>i5^< -^-r JWXO^+ISiae^^+Chymostatin lUM 
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From the INTERNATIONAL BUREAU 



POT 

NOTIFICATION OF RECEIPT OF 
RECORD COPY 

(PCT Rule 24.2(a)) 



To: 



KISHIDA, Masayuki 

Room 424. Marunouchi-yaesu Building 

6-2, Marunouchi 2-chome 

Chiyoda-ku, Tokyo 100-0005 

JAPON 



Date of mailing (day/month/year) 
17 October 2000 (17.10.00) 


IMPORTANT NOTIFICATION 


Applicant's or agent's file reference 
PCTF0008-0 


International application No. 
PCT/JPOO/06255 



The applicant is hereby notified that the International Bureau has received the record copy of the international application as 
detailed below. 

Name(s) of the appiicant(s) and State(s) for which they are applicants: 
KIDO, Hiroshi (all designated States) 
MURAKAMI, Meiko (for US) 

KYORIN PHARMACEUTICAL CO., LTD. (for all designated States except US) 

International filing date 13 September 2000 (13.09.00) 

Priority date(s) claimed : 1 3 September 1 999 (1 3.09.99) 

Date of receipt of the record copy _ ^ ^ 

by the International Bureau 03 October 2000 (03.10.00) 

List of designated Offices 

AP :GH,GM,KE,LS,MW,MZ,SD,SL,SZ,TZ,UG,ZW 
EA :AM,AZ,BY,KG,KZ,MD,RUTJ,TM 

EP :AT,BE,CH,CY,DE,DKvES,F!,FR,GB,GRJE,IT,LU,MC,NL,PT,SE 
OA :BF,BJ,CF,CG,CI,CM,GA,GN,GW,ML,MR,NE,SNJD,TG 

National :AE,AG,AL,AM,AT,AU,AZ,BA,BB,BG,BR.BY,BZ,CA,CH,CN,CR,CU,CZ,DE,DK,DM,DZ,EE, 
ES,FI,GB,GD,GE,GH,GM,HR,HUJDJLJNJS,JP,KE,KG,KP,KR,KZ,LC,LK,LR,LS,LT,LU,LV,MA, 
MD,MG,MK,MN,MW,MX,MZ,NO,NZ,PL,PT,RO,RU,SD,SE,SG,SI,SK,SL,TJ,TM,TR,TT,TZ,UA,UG,US, 
UZ,VN,YU,ZA,ZW 





The International Bureau of WlPO 
34, chemin des Colombettes 
1211 Geneva 20, Switzeriand 

Facsimile No. (41-22) 740.14.35 


Authorized officer: ^ — 
Telephone No. (41 -22) 338.83.38 





Form PCT/IB/301 (July 1998) 



003587117 
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NOTIFICATION OF RECEIPT OF RECORD COPY 



Date of mailing (day/month/year) 

17 October 2000 (17.10.00) 


IIVIPORTANT NOTIFICATION 


Applicanf s or agent's file reference 
PCTF0008-0 


International application No. 
PCT/JPOO/06255 



ATTENTION 

The applicant should carefully check the data appearing in this Notification. In case of any discrepancy between these data 
and the indications in the international application, the applicant should immediately inform the International Bureau. 

In addition, the applicant's attention is drawn to the infomnation contained in the Annex, relating to: 
I X| time limits for entry into the national phase 
I I confirmation of precautionary designations 
I X| requirements regarding priority documents 
A copy of this Notification is being sent to the receiving Office and to the InternationalSearching Authority. 
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PCT 

NOTIFICATION CONCERNING 
SUBMISSION OR TRANSMITTAL 
OF PRIORITY DOCUMENT 

/Dr'T Arlminicf rofri\/o Inctriirf ion< Sprtion 411) 


To: 

KISHIDA, Masayuki 

Room 424. Marunouchi-Yaesu Building 

6-2, Marunouchi 2-chome 

Chlyoda-ku, Tokyo 1 00-0005 / "V; ^ ^ 

JAPON ■ ' 

« ■ 


Date of mailing (day/month/year) 

09 November 2000 (09. 1 1 .00) 


Applicant's or agent's file reference 
PCTF0008-0 


IMPORTANT NOTIFICATION •'-^ 


International application No. 
PCT/J POO/06255 


International filing date (day/month/year) 

13 September 2000 (13.09.00) 


International publication date (day/month/year) 
Not yet published 


Priority date (day/mo nth/year) 

13 September 1999 (13.09.99) 


Applicant 

KIDO, Hiroshi et al 



1 The applicant is hereby notified of the date of receipt (except where the letters "NR" appear in the right-hand column) by the 
International Bureau of the priority document(s) relating to the earlier application(s) indicated below. Unless otherwise 
indicated by an asterisk appearing next to a date of receipt, or by the letters "NR", in the right-hand column the priority 
document concerned was submitted or transmitted to the International Bureau in compliance with Rule 17.1 (a) or (b). 

2. This updates and replaces any previously issued notification concerning submission or transmittal of priority documents. 

3. An asteriskC) appearing next to a date of receipt, in the right-hand column, denotes a priority documentsubmitted 
or transmitted to the International Bureau but not in compliance with Rule 17.1(a) or (b). In such a case, the attention 
of the applicant is directed to Rule 17.1 (c) which provides that no designated Office may disregard the priority claim 
concerned before giving the applicant an opportunity, upon entry into the national phase, to furnish the priority document 
within a time limit which is reasonable under the circumstances. 

4. The letters "NR" appearing in the right-hand column denote a priority document which was not received by the International 
Bureau or which the applicant did not request the receiving Office to prepare and transmit to the International Bureau, 

as provided by Rule 17.1 (a) or (b), respectively. In such a case, the attention of the applicant is directed to Rule 1 7.1 (c) which 
provides that no designated Office may disregard the priority claim concerned before giving the applicant an opportunity, 
upon entry into the national phase, to furnish the priority document within a time limit which is reasonable under the 
circumstances. 



Priority date 



Priority application No. 



13 Sept 1999 (13.09.99) 11/259372 



Cnuntrv or rftoinnal Office 
9r PCT receiving Office 

JP 



Date of receipt 
^f priority document 

06 Nove 2000 (06.11.00) 



The International Bureau of WlPO 
34« chemin des Colombettes 
121 1 Geneva 20, Switzeriand 


Authorized officer 

Carlos Naranjo 


Oiv) 


Facsimile No. (41-22) 740.14.35 


Telephone No. (41-22) 338.83.38 
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From the INTERNATIONAL BUREAU 



PCT 

NOTICE INFORMING THE APPLICANT OF THE 
COMMUNICATION OF THE INTERNATIONAL 
APPLICATION TO THE DESIGNATED OFFICES 

(PCT Rule 47.1(c), first sentence) 



Date of mailing (day/month/year) 
22 March 2001 (22.03.01) 



To: 



KISHIDA, Masayuki 

Room 424. Marunouchi-Yaesu Building 
6-2, Marunouchi 2-chome 
Chiyoda-ku, Tokyo 100-0005 
JAPON 



K.K. HIKAFJ 
JIMUSYO 



APR. - 2. 2001 



RECEIVE 



Applicant's or agent* s file reference 
PCTF0008-0 


IMPORTANT NOTICE 


International application No. 
PCT/JPOO/06255 


International filing date (day/month/year) 
13 September 2000 (13.09.00) 


Priority date (day/month/year) 

13 September 1999 (13.09.99) 


Applicant 

KIDO, Hlroshl etal 



1 Notice is hereby given that the International Bureau has communicated, as provided in Article 20, the international application 
to the following designated Offices on the date indicated above as the date of mailing of this Notice: 
AU,KP,KR,US 

In accordance with Rule 47.1 (c), third sentence, those Offices will accept the present Notice as conclusive evidence that 
the communication of the international application has duly taken place on the date of mailing indicated above and no copy 
of the international application is required to be furnished by the applicant to the designated Office(s). 

2, The following designated Offices have waived the requirement for such a communication at this time: 

AE,AG,AL,AM,AP,AT,AZ,BA,BB,BG3R,BY,BZ,CA,CH,CN,CR,CU,CZ,DE,DK,DM,DZ,EA,EE,EP,ES, 
FI,GB,GD,GE,GH,GM,HR,HUJDJLJNJSJP,KE,KG,KZ^C,LK^R,LS,LT,LU,LV,MAMD,IVIG,MK, 

MN MW,MX,MZ,NO,NZ,OA,PL,PLRO,RU,SD,SE,SG,SI,SK,SL,TJTMTR,lT T^^ 
The commuS tKose Offices only upon their request. F^urthermore, those Offices do not require the 

applicant to furnish a copy of the international application (Rule 49.1(a-bis)). 

3. Enclosed with this Notice is a copy of the international application as published by the International Bureau on 
22 March 2001 (22.03.01) under No. WO 01/20332 

REMINDER REGARDING CHAPTER II (Article 31(2)(a) and Rule 54.2) 

If the applicant wishes to postpone entry into the national phase until 30 months (or later in some Offices) from the priority 
date, a demand for international prelinninary examination must be filed with the competent International Preliminary 
Examining Authority before the expiration of 19 months from the priority date. 

It is the applicant's sole responsibility to monitor the 19-month time limit. 

Note that only an applicant who is a national or resident of a PCT Contracting State which is bound by Chapter II has the 
right to file a demand for international preliminary examination. 

REMINDER REGARDING ENTRY INTO THE NATIONAL PHASE (Article 22 or 39(1)) 

If the applicant wishes to proceed with the international application in the national phase, he must, within 20 months 
or 30 months, or later in some Offices, perform the acts referred to therein before each designated or elected Office. 

For further important information on the time limits and acts to be performed for entering the national phase, see the 
Annex to Form PCT/IB/301 (Notification of Receipt of Record Copy) and Volume II of the PCT Applicant s Guide. 



The International Bureau of WlPO 
34, chemin des Colombettes 
1211 Geneva 20, Switzerland 



Facsimile No. (41-22) 740.14.35 



Authorized officer 
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Form PCT/IB/308 (July 1996) 



3897732 



m 

PCT 



ENT COOPERATION TRE^ 

From the INTERNATIONAL BUREAU 



INFORMATION CONCERNING ELECTED 
OFFICES NOTIFIED OF THEIR ELECTION 

(PCT Rule 61.3) 



Date of mailing (day/month/year) 

22 March 2001 (22.03.01) 



To: 



KISHIDA, Masayuki 
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Chiyoda-lcu, Tokyo 100-0005 
JAPON 
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Applicant's or agent's file reference 
PCTF0008-0 


IMPORTANT INFORMATION 


International application No. 
PCT/JPOO/06255 


International filing date (day/month/year) 
13 September 2000 (13.09.00) 


Priority date (day/month/year) 

13 September 1999 (13.09.99) 


Applicant 

KIDO, Hiroshi et al 



1. The applicant is hereby informed that the International Bureau has, according to Article 31 (7), notified each of the following 
Offices of its election: 

AP :GH,GM,KE,LS,MW,MZ,SD,SUSZ,TZ,UG,ZW 

EP :AT,BE,CH,CY,DE,DK,ES,FI,FR,GB,GRJE,1T,LU,MC,NUPT,SE 

National :AU,BG,CA,CN,CZ,DEJL,JP,KP,KR,MN,NO,NZ,PURO,RU,SE,SK,US 

2. The following Offices have waived the requirement for the notification of their election; the notification will be sent to them 
by the International Bureau only upon their request: 

EA :AM,AZ,BY,KG,KZ,MD,RU,TJ,TM 

OA :BF,BJ,CF,CG,CI,CM,GA,GN,GW,MUMR,NE,SN,TD,TG 

National :AE,AG,AUAM,AT,AZ,BA,BB,BR,BY,BZ,CH,CR,CU,DK,DM,DZ,EE,ES,FI,GB, 

GD,GE,GH,GM,HR,HUJDJNJS,KE,KG,KZ,LC^K,LR,LS^T,LU,LV,MA,MD,MG,MK,MW, 

MX,MZ,PT,SaSG,SI,SUTJ,TM,TR,TT,TZ,UA,UG,UZ,VN,YU,ZA,ZW 

3. The applicant is reminded that he must enter the "national phase" before the expiration of 30 months from the pnority date 
before each of the Offices listed above. This must be done by paying the national fee(s) and furnishing , if prescribed, a 
translation of the international application (Article 39(1 )(a)), as well as, where a PP' 'cable, by furnishing a translation of any 
annexes of the international preliminary examination report (Article 36(3)(b) and Rule 74.1). 

Some offices have fixed time limits expiring later than the above-mentioned time limit. For detailed infornriation abouUhe 
applicable time limits and the acts to be performed upon entry into the national phase before a particular Office, see Volume II 

of the PCT Applicant's Guide. 

The entry into the European regional phase is postponed until 31 months from the priority date for all States designated for 
the purposes of obtaining a European patent. 
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34, chemin des Colombettes 


J. Zahra 


121 1 Geneva 20, Switzeriand 
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A. CLASSIFICATION OF SUBJECT MATTER 
Int .Cl' G01N33/569 



According to international Patent Classification (IPC) or to both national classification and IPC 



B. FIELDS SEARCHED 



Minimum documentation searched (classification system followed by classification symbols) 
Int .Cl^ G01N33/569 



Documentation searched other than minimum documentation to the extent that such documents are mcluded in the fields searched 
Jitsuyo Shinan Koho 1922-1996 Toroku Jitsuyo Shinan Koho 1994-2000 

Kokai Jitsuyo Shinan Koho 1971-2000 Jitsuyo Shinan Toroku Koho 1996-2000 



Electronic data base consulted during the international search (name of data base and, where practicable, search terms used) 
JICST,BIOSIS 



C. DOCUMENTS CONSIDERED TO BE RELEVANT 



Category* 



Citation of document, with indication, where appropnate, of the relevant passages 



Relevant to claim No. 

lis 



ULLA CHIRSTENSEN et al . , "ENZYMIC PROPERTIES OF THE 

NEO-PLASMIN-Val-442 (MINI PLASMIN) " , Biochitnica et 
Biophysica Acta, 567(1979), pp. 472-481 

Hiroshi KIDO et al . , "Influenza Virus to Sendai Virus 
Kansen wo Seigyo suru Saibousei Protease to Protease 
Inhibitor", Kagaku Ryouhou no Ryouiki, Vol. 15, No. 2, 
(1999) , pp. 42-51 



1-5 



I I Further documents are listed in the continuation of Box C. []] See patent family annex. 



Special categories of cited documents: I 

document defining the general state of the art which is not 

considered to be of particular relevance ^ ^ 

earlier document but published on or after the international filing '*X** 

date 

docuntent which may throw doubts on priority claini(s) or which is 

cited to establish the publication date of another ciuiion or other "Y*" 

special reason (as specified) 

document referring to an oral disclosure, use, exhibition or other 
means 

document published prior to the international filing date but later 
than the priority date claimed 



later document published after the international filing date or 
priority date and not in conflict with the application but cited to 
understand the principle or theory underlying the invention 
document of particular relevance; the claimed invention cannot be 
considered novel or cannot be considered to involve an inventive 
step when the document is taken alone 

document of particular relevance; the claimed invention cannot be 
considered to involve an inventive step when the document is 
combined with one or more other such documents, such 
combination being obvious to a person skilled in the art 
document member of the same patent family 



Date of the actual completion of the international search 
08 December, 2000 (08.12.00) 



Date of mailing of the international search report 

26 December, 2000 (26.12.00) 



Name and mailing address of the ISA/ 

Japanese Patent Office 

Facsimile No. 



Authorized officer 



Telephone No. 



Form PCT/lSA/210 (second sheet) (July 1992) 



(19) tsi^^e^F^witmgs 
(43) afS^:>BBa 

2001 ^3 ^22 a (22.03.2001) 




PCX 



iiiniiiiiiiiiiiiiiiiiiiiiiiii^^ 

(10) mv^yj^mm^ 
WO 01/20332 Al 



(51) mmm»m 

(21) mtst&m^^t 

(22) SKSttjlBB: 

(25) mmih^onm: 

(26) BES^BRCOSSi: 
(30) 

^K2pi 1/259372 



COIN 33/569 
PCT/JPOO/06255 
2000 ^9 13 B (13.09.2000) 

1999 *9^13 0(13.09.1999) JP 



(71) aiSiAr*sl^K<±T(7)fi^S(c-^l^r;: 

Sait*5C^5l± (KYORIN PHARMACEUTICAL CO., 
LTD.) [JP/JPl; T 101.8311 JEK«ST^ttffllZ|*ffllKwr^ 
2TB5SifeTokyo (JP). 

(71) ailSAfc<tt>* 

(72) ^BMm: ttJ (KIDO, Hiroshi) [JP/JP]; =r770-081 1 
ffiaaSftrfi3S$»BT3TailSifea)10Tokushima 

(JP). 

(72) JoJ:l>* 

(75) leBB«/ailiAr*Slrol^Ta>^;: tt-te^^ (Mu- 
rakami, Mciko) [JP/JP]; T770-0045 SSlSffiamm 
Ji BT2T S 38Sifc Tokushima (JP). 



(74) ftSA: #ffliE^T. H(K1SHIDA, Masayuki ct al.); T 
100-0005 JKffii»^«:BBEAa)rt2Ta6S2-^ fi<DP^ 
AWm e;U424-^ Tokyo (JP). 

(81) tg^H (MP^): AE, AG, AL, AM, AT, AU, AZ, BA, BB, 
EG, BR, BY, BZ, CA, CH, CN, CR, CU, CZ, DE, DK, DM, 
DZ, EE, ES, Fi, GB, GD, GE, GH, GM, HR, HU, ID, IL, 
IN, IS, JP, KJE, KG, KP, KR, KZ, LC, LK, LR, LS, LT, LU, 
LV, MA, MD, MG, MK, MN, MW, MX, MZ, NO, NZ, PU 
PT, RO, RU, SD, SE, SG, SI SK, SL, TJ, TM, TR, TT, TZ, 
UA, UG. US, UZ, VN, YU, ZA, ZW. 

(84) i^^m (OlW'^ ARIPO (GH, GM, KE, LS, MW, 
MZ, SD, SL, SZ, TZ, UG, ZW), ZL— ^ vTt#i^ (AM, 
AZ, BY, KG, KZ, MD, RU. TJ, TM), B — a^i/j^^l^ 
(AT, BE, CH, CY, DE, DK, ES. FL FR, GB, GR, fE, IT, 
LU, MC, NL, PT, SE), OAPI (BF, BJ, CF, CG, CI, 
CM, GA, GN, G W, ML, MR, NE, SN, TD, TG). 



= (54) Title: METHOD OF SEARCHING FOR SUBSTANCE HAVING ANTI-INFLUENZA VIRUS EFFECT 
^= (54) *0fl<D«fii: tJt^ >3?/t/X>-*f'l7-</UXf^ffl$*'r'5!K3®<7)S?^:^}* 

= (57) Abstract: A method whereby problems encountered in the conventional art can be solved and a substance having an anli- 
influenza virus effect can be efficiently searched on the basis of a mechanism differing from the existing ones. This method of 
searching for a substance having an anti-influenza virus effect is characterized by using miniplasmin as a probe. 
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#(Dc I ufii*^\ mm(^n(D^^m-T!(Dmmm\z)t^xm^m.^9h-tt^\-t. 

^^:Lmn^mm\zi.tz^:^y°'77.^ym.m<mn<D^m13mx[t. mnt^xmrn 
(Dtzib\z%ti,^rz^m%m^^-t^tm%7Li^n^. s^ot. ^^^ajTSi, ni^. 



5 




6 
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Substrate Activity (miy/m/) % * 



iSOGr.bl n-AjarJ^y -wlb :::::::::::::: 


ij;i5v:::. ;;::::::::::::::: 




Boc-Leu-Tn r-Arg-MC A 




10.6 


Boc-Phe-Ser-Arg-MCA 


5.0 


15.4 


Boc-Val-Pro-Arg-MCA 


5.0 


15.4 


Boc-Gln-Gly-Arg-MCA 


8,1 


25.0 


Boc-Ala-Gly-Pro-Arg-MCA 


2.5 


7,7 


Boc-lle-Gln-Gly-Arg-MCA 


1.6 


4.8 


Pro-Phe-Arg-MCA 


5.0 


15.4 


Bz-Arg-MCA 


0.0 


0.0 


Boc-Gln-Arg-Arg-MCA 


16.1 


50.0 


Boc-Gly-Lys-Arg-MCA 


■a 1 


9.6 


Boc-Leu-Arg-Arg-MCA 


3.1 


9.6 


Boc-Val-Leu-Lys-MCA 


17.7 


54.8 


SocHGIwHUysrJiysiMC^ : ; 1 i •:! i !; ; ; : 1 






Suc-Leu-Leu-Val-Tyr-MCA 
Suc-Ala-Ala-Pro-Phe-MCA 


0.0 

0.0 


0.0 
0.0 



* Activity as a percentage of that with Boc-Gln-Ala-Arg-MCA 



:^7fc^lS5AX^^-Cab>5>Boc-Gln-Aia-Arg-MCAi;*ti-'5)i&^^ 10 0% 
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Addition 



Final 
concentration 



Relative # 
activity 



None 

O Phenylmethyteulfonyl fluoride 

O Diisopropyifiuorophosphate 

© Aprotinin 

Anti-leuko protease 
® Leupeptin 

Elastatinal 
O Benzamidine 

© Kunitz-type soybean trypsin inhibitor 
Cymostatin 

© Bowman^Brrk soybean trypsin inhibitor 
-Antitrypsin 
E-64 

Pepstatin A 
Phosphoramidon 









100-0 


ImM 


95.1 


lOmM 


29.5 


ImM 


65.6 


lOmM 


3.3 


lOuM 


0.0 


lOuM 


97.4 


TOttM 


18.6 


1 0uM 




10mM 


67.6 


ImM 


22.9 


10mM 


0.0 


lOwM 


100.0 


IOmM 


3.7 


10ii.M 


100.0 


lO/^M 


61.5 


^0|^M 


64.0 




100.0 



* Activity as a percentage of that with Boc-6lu-Lys-Lys-MCA 



MC^ fV- "S^ ^ "^^^^^^^ - AX^^Boc-GIu-Lys-Lys- 



8 



wo 01/20332 




PCT/JPOO/06255 



^^^H 1 ll^K-To m.7tm$^^^Tl:\ 5 -:7°^X5 >(1*U3 6 - 3 8 kD a<7) 
5 (5{^¥-c7)Se/N> Ki&^L. jl7C^i???STT«2 8 kD acOMSct 1 2 kDa 
(D2*<7)ge/\'> K{C53^^Lrco CKT)^?^^?)^— y^^^a 2 8kDa(7)M 

a<h 1 2 k D a <DmB:^^S- S'i^^LXl^^ ;i t^^m'^^^iZU-ofzo 2 8 kD a 
t 1 2 kD a<DMe/\'> Ki&P VDFmtcyD-;/ h Lfc^, ^tl-enN5flg*;5^ 
*U2 O^r^StDTa ygfv'-i7X>;:^(D^^tff^ff?'«i:o^o ^CD^*, 12kDaO 
10 ge/OKti, VVAPPPVVLLPNVETPSEED-<7)gS?'J^, 2 8k 
D a{7)gaA> HtSVVGGC VAHPHSWP WD V S L R Y - (Dgfi^i^^ 

Lfzo rjiio\=.h(Dmm.m(DJL^x^—if-^mmi^rzm'^h. i2kDa, 28k 

D a COMe/X> F«^< 111 — (7)Ta y^gB^"Ji5r?F:L;to 
U±(D:1 t^^<bm 2 lZ7r:T<i;:^iZ. h<7)a -y^7>a >ti. 12kDa^e 
15 «V"';5^e$&S^i7 ij >y;u (K r i n g 1 e) 5^, 2 8 k D a ttV"'?!)^ e>ife 

^ ^ a ^ D y ^ 7. a > 7^^ e> T^ct -5 d eh 7!?tB^ ^ T^C O ;t . 

C (7) J; e» IC t T t# b n a - y ^ X a "7° ^ X a > Jt «^ L xa ^ (DttK ^ 

20 U >i'';U (K r i n g 1 e ) 1 ~ 4 (DM^ (T >4^^X^^» il 

'=)^i^»{i9 4kDa75^b38 k D a {cM^J'-'-T^ ii^tCi^TKttT&^^L < i^Sp-r-S. 

±<DN a C 1 71)^0 . 5%hUI->X : -> ^Vft^CO^^ U ^+ vX^ U > 

25 -r-So 

ax-7°^xa >C0K r i n g 1 e 5 ^P^l^/ia ^ n7°-5Xa pH 

9 



wo 01/20332 0 0 PCT/JPOO/06255 



-tfCOAlSMcO^'T. t#(cy^X5>C7)AX»MBoo-G 1 u-Ly s -Ly 

^'J («J8lr^^-:7) tmC^'izfr$>^G 1 u (G 1 u) - X - A r g ©le^'J^ 

Ti^iS'-XaOAlSMBoc- I I e-G 1 y-Ar g-MCA-^. U V 
A^^C7)10T^^;^^y->>BCDAlSSB z -A r g - M C A (Cl^J&^^K^ 

^ >\:i\^^-<D^l:ry'>(DmiZ^m-r^7y°n^-> (Aprotinine) . m^iZ^ 
5fe-r^^->y^^<yV're->K«jy->><>te5'- (Kumtz-type soybean 
trypsin inhibitor) ch>J^'^v>/\-/7 h .j y->>i' > 1 1'^- (Bowman-Birk 
trypsin inhibitor) it^ -y°^ x ^ XDy'a^y —ifmi^^^l^K MmLfz. LtJ^ 

(Anti-leukoprotease:S'J^MP K SLPI) 5 - y ^ x a >©Si4^P£ 

#L7il.i, */cNuy^>(DfStt^|Ja§-r^-K>-tf= (Benzamiztne) -^v^'^ 
yyotf;i/7;P^0 7;i-X7x- h (Diisopropylfluorophosphate) . >'xx;U 
^5^;i/X;P7;fx;l/7;U:^^-(' K (phenylmeihylsul fonyl fluoride) (Dm^a 1 m 

^- I-^^>^^71$ >(?^-r > 7;Ux>-tFr><;ux. •fe>^< ^:7-<;U7;(Qffi#YK 
-i'>'ux<i:-t:>iS^<':7'r;ux^$xy^x^> (i. 5/ig) t^n-rn3 7t:-f 
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X<DHAit. HA,tHA,(D-^':fD.-y hlZ. -iZ> O <)IX(D F 1 ^ 3 

^zx\ ^=L-f^x^>xmmLrz^ >7jux>if r>'r;i/x^MDCKifflijatc 

^^■^i^rztt(Dmm^(D!^^m (ciu) ^m^tz m4) . # 

^^^i'>7;i/X>1f A/A ichi/2/68 (H3N2) ^lc:a>«? COiia!(D 

10 CKifefflflatcS^^-fr, i$^L7tmi^^^7t^lS^L/itn:< >-7;Ux>1f A/A i 
chi/2/68 (H3N2) ^{^T^mLTC I U^3?tliLfCc 

10. 4mV/ml U±Xy'^ h--\zmLrz. r^idCZX^LTz^-Zf^T.^y 
OfelitiAXSKB oc-Glu-Al a-Arg-MCA^l m^iZ 1 umo 
15 1 ^^TSS^m^tjoT 1 u n i t <hU;^c„ 

>y-(o^ ji^T.^m^m^^mr^mii^mr^ztA^^^^-orzo 

20 t h^X-/-7Xa>(7)SDS-PAGESr^Tmm^1<tt^>J^^m$r^ 

•r. 

1 : ^^m-^-ti-* 

2 : t h^xy^XS > (0. 2//g) 
25 4 : t h 5X7^^X5 > (0. 2 ti g) 

1, 2it4m7t'rx. 3, 4tiil7uTT'm^i'l<ft^fTo/c'^, ^^fe<£:tT-p/c. 



II 
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*^^M^ — t}—: rabbit muscle phospholase B (97. 2kDa) . BSA 

(66. 4kDa),ovalmin(45.0kDa). carbonic anhydrase (29. OkDa) . soybean trypsin 

inhibitor (20. IkDa) . lysozyme (I4.3kDa) 

-So 

t l><7)y^X$ y-y> U- 7 9 0mm) ii^-y°^7.^> (441-79 



1 : [^H] Giucosamine-labeled Influenza virus A/Aichi/2/68 

2 : [^H] Giucosamine-labeled Influenza virus A/Aichi/2/68+inini-plasinin 

(1. 5Mg) incubated for 15min. at STt: 

3 : [^H] Giucosamine-labeled Sendai virus 

4 : [^H] Giucosamine-labeled Sendai virus + mini-plasmin(l. 5xig) 

incubated for 60min. at ZIV 

m4it. tm^m-i >y )^JL>^ A/ A l c h l /2/6 S (H3N2) 

(•) x^mir^t\ 20mu/mi(Da-y^x^>tca^igSi uUXSTyTu^-y 
(Dg{^aHSaigc$rm^fem (F I TO m^tii^ yy )VJL>^K/K\z\immz^'oX 

il/1 
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Final concentration 
(UM) 



0 :CH]mm-t>y-('y-( Jl^XCDP^ 

2 :CH]^m±>y-('y^jux<DP^+mmmm+DF¥ imM 

+Aprotinin luM 
4 : [^H]^ig^-t >y-(0-( Jl7s<D^+mmmm+Anti-lcuko protease 1 « M 

6 :pH]^iS-tl>y-r ':7-1';UXCD^+«^^m+Elastatinal luM 

7 :['H]^IS^-t>y-r •>'r;UX(D^+*f|2i^^+Bcnzamidine 1«M 

soybean trypsin inhibitor 

9 :['H]mm±:>i^'-(0-(J\^X<D^+i^mmm+0-phcnanthlonn luM 

10 :['H]mm±>y'i'y<)\^X(D^+mmmm+Chymostatin luM 



11/2 
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10 



15 



20 
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thy^X^> ('>cr^^m) lmgchy;$'#X^;^:$'— /i g^5 OmM 

i-'Jx-^s?ig» (pH8. 0) izmmL. 3mmi 5^m^iDLu/)^<h^it^ 
^^tz. ^jt^m. ^mms 0 uutu^^^{zjLyx^^i—)\,:^mx. wizs 

fS(pH8.0)/0.5MNaCl tU^J:z>iZNaC 1 $^tfM'«^S^ijn;i. 

14. oooxg-e. so^m'i^vtz, ±m^&V'r tf->K'jy->><>tifiS^ 

— ii:7 7D — X (soybean trypsin inhibitor sepharose) 4Bt!^A{Zi!)^ifX^ 

mmm(DH2. S) /O. SM NaC l T'/gttlL;^:. ::n$y;U;5 jgH P L C 
tl^A (Superdex200:^a^, TVi^-^A :7t;UTxT AW :t7^i:7aS{) IC 

tihy^7.5> ('>i>'va^) imgtb h»i^X^>?.3'-izf3 M g^5 0 
mMhUX-^®?^®^ (pH8. 0) izmmL. smm I 5 ^m^t)Lfj:7!}i'^ 
R/^^^it^Co ^Mms 0 uUtt£^^o{z:£.^x^^i—)\.^mpi. M 

t3 3 0^^^^L7^j:;&^'b^ia-CSJ£;$-fr/t<. SJ^::^, 5 0 mM h U ;^ -M^ 

mmm(T>H8. 0)/0. SM NaC l <h/j:^cto{ZNaC l ^^trM®?^^^ 
SDA. 14, OOOxgT. 3 O^^^L^Lt^Co V f- > h U ^ v > 

\=.\:d^—ty 7 n — x (soybean trypsin inhibitor sepharose) 4 B ti ^ Alza)"^ 

-^^Mfif?^ (pH2. 8) /O. 5M NaC 1 T^^mUTtc ^n^y^P^SigH 
PLC;^^A (Superdex200:Sa^. TV^-^A 7t;UV'>7 A'-T^T^^tt 
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mmm i 

(Diisopropylfluorophosphaie) ^iJQ^. 3 7 X:T 3mfMWLfz'^. ^ft^J^O) 

TutD-^. Sft^^t, Kjt^mi 0 uL{z3 uL(D3Bizm^^'^nrzmm.^7}^mm•*)■ 
>'f)l'mmm i6%sDs. 3 Q%tf')-^u-)v. 0. 2uh')7.-m.mmmm. 

10 pH6. 8) SrflP^, -r<^-^75MC 1 0 OlCTS^FBlJD^^aS^fTT^iofcc 1j->y 

)v\t^<D'i^ 10-20 %igg^ses D s ->}^u 'j;uT5 Hy>»Hw;i^tt. mm 

^fiU-otZo m%^W^. S D S -Ti^U 7^ U;UT5 K'yVU^S^yK (p^^^^/-;!/ 

5 0%, mm^o%) mmm^i^tzik. mmm (Amplify : jgo°D^ : y-^i^ 

- 'J T ^ U JUT a H y L fc'^, h ^ v^^^ "7 ^firT^i: o tzo 
Sr^T- 8 or-CM^lLfcft, ^^^*^LT, Fo> F,, Fj(7)/n;-> K<7)^ai^ff 

n.-Dtz, 

20 ^o^^m, l5lS^±JcFo;5^^F,(hF,-.c;)^^^Pfiil:Lfc::<h/i^'$ilS^n, ->* 

nmm 2 

mSiS^J 1 «h|Wl^(DjK^&^m /xMyyo5^:::> (Aprotinin) ^iox.. 3 7t:T 

25 3mMmLtz'^.K^s^^(DF ,iiF .(D^y'D.-'u h (D^^^mmm I \zum.L 
tzijiii-cmmLfzo 

^<7)ism, mt%±kzF^i3^c:^F ,iiF .^(D^^^m.)tvrz^iiiimm-^n. 7 
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nmm s 

nmmitmm(D^ft^mziuU-<>^f^i^> (Benzamidinc) ^ijQX. 3 7X: 

mm 4 

tt*:$'— (Kuni tz-type soybean trypsin inhibitor) ^Mpl. 3 TCX'S^m^ 

^o^m. ^^i^^:^izF,A^>bF,tF,-^(Dmt^^m±Lrzz.t^mm^n. ^ 
- ^ 5^ -r 7' V < t'- > h 'j y V > 1- > t e ^ - 5 - y ^ X a xDias^^KT 

^^iZ4mmm<>y)\.JL>^AXAi ch 1X2/6 8 (H3N2) t^^tc. 
5-y^;^$> (9 4 4mU/mg) (D<1d°d^ P B S i^^£T{3 3 7"CT-1 5 ^i-r^l 

-€-n-?ti (0, 1. 2, 5. 2. 10. 4, s 2 mvym \) (Drnm-vrnmLfz 
'i^o^ )i^7.^uDCKmmizm-^tit. mmLfzmmn^m^mmLrzm.^ >y 

;Ux>-tfA/A i c h i/2/68 (H3N2) ilAi^r^thLTmmm (CIV) 

^ntiiLfzo m^Mit^n^n (o mm^mm) , i x i o«, i . 3 x i o\ 

7. 5X10'. 9. 6X10') CIU^^L^Co 

:kiz. Z(D^^.jf.(D^ry'^h-'^mLrz^-y'^7.i> do. 4mU/m 
i) (CI xiM7ya-5^- > (Aprotinin) $ri]DA, 3 7'CTl 5 ^miSimLfz^^. 

\ uUyy'uj--y (.Aprotinin) i^^ST^ c <h 13 J: . i^-^filSfi 
3. 7 X 1 O'C I UM$:^L;t. J5^S#jM(7)M^jD^(C*3tt^ 5 - "/^ ;i ^ >(C 

ctoTfgtt{i:$n/iO<;ux(7)c i um^i . 5 x i ox r \J-Q^^z.tii)^(b, 
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C I U(7)ffl*^'Tyo^-> (Aproiinin) commiZJiOm'PL . yy°u^-> 

(Aprotinin) itim^±i,z4m'^m-i >y )is.>+f'y^ )\^x/}^>bmyikm(DO'i ju 
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h (F,) ^J:Uy a.-i^3 >yny-^ > 2-t)-:rn.~y h (F,) (DM^mm 
l-^yiL-y b (HA,) 4oJ;DC-yATy;U^->2-!ty:i-«y h (HA,) OSi^S: 

^^^^t^<^mmm^mmtr^zt^w^tr^mi^muzmwL(Dm.-(>y)u 
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